podocytes for CD2AP (green) and actin (red). Nuclei are visualized with Hoechst (blue).
In proliferating (A-D) and differentiated (I-L) podocytes CD2AP localizes perinuclearly in cytosol and in leading edges. In proliferating (E-H) and differentiated (M-P) podocytes treated with cytochalasin D CD2AP appears as aggregates partially colocalizing with aggregated actin (arrows). Cultured human podocytes were treated or not with 5 µM cytochalasin D, fixed with PFA, labeled with CD2AP IgG and phalloidin, and examined by fluorescence microscopy. Bar, 20 µm; in D, H, L, P, 7 µM. SUPPLEMENTARY FIGURE 3. Septin 7, septin 9 and septin 11 form a complex in cultured human podocytes. (A) Several isoforms of septin 9 are expressed in proliferating and differentiated human podocytes. (B) Septin 11 is expressed in proliferating and differentiated podocytes. In (A-B), cultured podocytes were lysed in 1% NP-40, 20 mM Hepes, pH 7.5, 150 mM NaCl, and 35 µg of lysates were immunoblotted with septin 7, septin 9 and septin 11 IgG. (C) Septin 9 and septin 11 co-immunoprecipitate with septin 7 in differentiated podocytes. No septins can be detected in immunoprecipitations with rabbit IgG. Differentiated podocytes were lysed as in (A), incubated with septin 7 or rabbit IgG, and the immunoprecipitated proteins were immunoblotted with septin 7, septin 9 and septin 11 IgG. Lysate, 10 µg. (D) Septin 7 siRNA leads to 60.5% reduction in septin 7, 64.5% reduction in septin 9 and 61% reduction in septin 11 expression in cultured human podocytes. Proliferating podocytes were transfected with human septin 7 supplemented with 50 mM NaF, 1 mM Na 3 VO 4 and 1x Complete proteinase inhibitor cocktail (Roche). Cells were homogenized by passing 10 times through a 25G needle and the homogenate was centrifuged 1000 x g at 4°C for 5 min to obtain post-nuclear supernatant (PNS). PNS was ultracentrifuged 100 000 x g at 4°C for 1h using SW55 Ti rotor to obtain cytosol (S100) and membrane (P100) 
